. Expression of chloride-transport-deficient KCC2 mutants in KCC2 KO neurons. (a) Depictive immunostaining of GFP-transfected KCC2 KO neurons overexpressing KCC2, KCC2-C568A, and KCC2-Y1087D stained with antibodies against KCC2b (red). (b) Representative immunostaining of dissociated neurons transfected with β-PIX alone or with KCC2-C568A as well as β-PIX-DHm alone or with KCC2-C568A stained with antibodies against β-PIX and KCC2b. Bars, 20 µm. Figure S2 . Characterization of KCC2-β-PIX interaction and functional relevance. (a) β-PIXb was isolated by yeast two-hybrid screening using the CTD of rat KCC2b as bait. Interactions with different members of the cation chloride cotransporter family were assessed by induction of the reporter gene LacZ after cotransfection of the respective baits (cation chloride cotransporters) with β-PIXb as prey. The optical density (OD600) was normalized to that of the control (cells transformed with mock vector). The relative optical density is denoted by symbols (from minimal to maximal: −, +, ++, +++). (b) Immunoblot of the immunoprecipitates obtained from HEK293T cell homogenates expressing β-PIXb-FLAG in combination with WT KCC2 CTD (aa 845-1,116) as well as the CTD containing the mutation in two proline-residues: P1077Q and P1078A using antibodies against FLAG-tag (IP: Flag) followed by immunoblot detection of KCC2. Both WT and mutant KCC2 CTDs were equally well coprecipitated with β-PIXb. (c) Immunoblot of the immunoprecipitates obtained from HEK293T cell homogenates expressing β-PIXb in combination with WT KCC2 as well as KCC2-C568A using antibodies against β-PIX (IP: β-PIX) followed by immunoblot detection of KCC2. Both WT and mutant KCC2 were equally well coprecipitated with β-PIXb. (d) Expression of β-PIX and KCC2 constructs in HEK293T cells in GLISA assay. Immunoblot of the HEK293T cell lysates used in the Rac1 activation assay (G-LISA assay) in Fig. 3 c. Figure S3 . Spine to shaft ratio of expression of β-PIX in KCC2-deficient neurons. Quantification of density of immunostaining of β-PIX performed in cultured hippocampal neurons from KCC2-KO mice. The density of β-PIX in dendritic spines versus shafts was not significantly different in KCC2-deficient neurons compared with WT neurons (WT: 110 spines; KO: 118 spines; t test, P = 0.09; n/s, not significant). Error bars indicate SEM.
